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Amendments to the Claims: 

This listing of claims will replace all prior versions, and listings, of claims in the application: 

Listing of Claims: 

1 - 24. (canceled) 

25. (currently amended) An in vitro method of increasing targeting frequency of a targeting 
construct in mouse embryonic stem (ES) cells, comprising; 

(a) constructing a first targeting vector directed to a specific chromosomal location in a 
mouse ES cell, wherein the first targeting vector comprises a drug resistance gene driven by a 
PGK promoter; 

(b) introducing the first targeting vector into [[a]] mouse ES c ell a targ e t i ng v e ctor, cells in 
vitro to obtain a first group of targeted mouse ES cells; 

wher e in th e targ e t i ng vector compris e s a drug r e s i stanc e g e n e und e r contro l of a 
ub i qu i tin p FOfflotefv- and homology arms d i r e ct i ng the targ e t i ng v e c 4of- to a sp e c i f ie-ehf omosom al 
l ocat i on, w he r e in t a rg e t i ng f re qu e ncy to th e spec i fic chromosomal location is increased at l east 
two fo l d high e r than targ e t i ng fr e qu en cy to the sp e c i fic chromosom al l oc a t i on o bt ai n e d us i ng a 
m e thod e mp l oy i ng a PGK promot e r cont ai n i ng targ e t i ng v e ctor hav i ng homo l ogy arms d i r e ct i ng 
the P G K promot e r - conta i n i ng targ e t i ng v e c t o f to th e sp e cif i c chrom os om al l oc ati o n bt it hav i ng a 
drug r e s i stanc e g e n e und e r control of a PGK promot e r 

(c) determining a first targeting efficiency as measured by targeted gene modifications 
due to targeted, non-random insertions of the first targeting vector in the first group of targeted 
mouse ES cells; 

(d) constructing a second targeting vector directed to the specific chromosomal location 
of step (a), wherein the second targeting vector comprises a drug resistance gene driven by a 
ubiguitin promoter; 

(e) introducing the second targeting vector into a second group of mouse ES cells in 
vitro to obtain a second group of targeted mouse ES cells; and, 

(f) determining a second targeting efficiency as measured by targeted gene 
modifications due to targeted, non-random insertions of the second targeting vector in the 
second group of targeted mouse ES cells, wherein the second targeting efficiency is at least 
two-fold higher than the first targeting efficiency. 
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26. (previously presented) The method of claim 25, wherein the ubiquitin promoter is the 
ubiquitin C promoter. 

27. (currently amended) The method of claim 26, wherein the ubiquitin promoter is a human, 
mouse, or rat[[, or bacterial]] ubiquitin promoter. 

28. (currently amended) The method of claim 25, wherein the drug resistance gene encodes 
one of neomycin phosphotransferase, hygromycin phosphotransferase, or puromycin acetyl 
transferase. 

29. - 32. (canceled) 
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